Introduction
Microorganisms that resist antimicrobial drugs are a complex problem affecting the health of people all over the world. More than 1 million people die from microbial infections every year, and the number of deaths is expected to increase as antimicrobial drug resistance increases. 1 Innovation must be strengthened in research activities related to effective antimicrobial and antifungal drugs.
2 N-substituted amino-2-pyridones are important heterocycles possessing a wide range of pharmaceutical applications. 3 Many N-substituted amino-2-pyridones are known to possess antimicrobial and antifungal activities, 4 antimalarials, 5 and Alzheimer's β-peptide aggregation inhibitors. 6 In addition, sulfonyl heterocycles have a variety of pharmacological properties, such as apoptosis inhibition and ischemia treatment, 7 metabolic liability, 8 and glucokinase activation. 9, 10 We recently reported different innovative synthetic methods to prepare alkylsulfanyl, N-sulfonylamino and N-sulfonyl heterocycles, which found application and appear to constitute new classes of anticancer and antimicrobial agents. [11] [12] [13] [14] [15] A series of one of our novel N-sulfonylpyrazoles were used by another group of research as an inhibitors of the enzyme cathepsin B. The studies demonstrated that N-sulfonylpyrazoles act as alternate substrates for cathepsin B, rather than as inhibitor metabolites. In another study, our N-sulfonylated pyrazoles were proven active as allosteric inhibitors of West Nile virus NS2B-NS3 proteinase. 17 These promising results have motivated our research group to continue this work exploring novel molecular mechanisms of these synthetic compounds and their use as chemotherapeutic agents. In view of these findings and as a part of our program directed toward the preparation of potential antimetabolic agents, [18] [19] [20] we recently reported different synthetic methods for preparation of azoloazines using cyanoketene dithioacetals. [21] [22] [23] [24] Derivatives of these ring systems are important as antimetabolic agents in biochemical reactions. 25, 26 In view of these reports and in continuation of our previous work in synthesis of bioactive heterocyclic compounds, [27] [28] [29] [30] [31] [32] [33] [34] the present research deals with a novel synthesis of 5-benzoyl-N-substituted amino-and 5-benzoyl-N-sulfonyl-amino-4-alkylsulfanyl-2-pyridones 5, 6 and 12-14 by the reaction of 2-benzoyl-3,3-bis(alkylthio) acrylonitriles 2a-c with substituted hydrazides.
Materials and methods
All melting points (MPs) were measured on an Electrothermal Gallenkamp apparatus (Weiss Technik, London, UK). Infrared (IR) spectra were recorded in potassium bromide disks on SP3300 (Pye Unicam, Cambridge, England) and 8101 PC (Shimadzu, Tokyo, Japan) IR spectrophotometers. 1 H nuclear magnetic resonance (NMR) and 13 C NMR spectra were recorded on a Varian Mercury VXR-300 spectrometer (300 MHz). Mass spectra were recorded on Shimadzu GCMS-Q1000-EX and GCMS 5988-A HP spectrometers, and ionizing voltage was 70 eV. Elemental analyses were carried out at the Microanalytical Center of Cairo University, Giza, Egypt. Biological evaluation of the products was carried out in the Microbiology Division of the Microanalytical Center of Cairo University.
synthetic procedures 1,6-diamino-5-benzoyl-2-oxo-4-(alkylthio)-1,2-dihydropyridine-3-carbonitrile derivatives 5a-c and N- [6-amino-5-benzoyl-3-cyano-4 -(alkylthio)-2-oxopyridin-1(2H)-yl]benzene-sulfonamide derivatives 6a-c A mixture of 2-benzoyl-3,3-bis(alkylthio)acrylonitrile (2a-c) (0.01 mol), 2-cyanoacetohydrazide (3) (0.99 g, 0.01 mol), and potassium hydroxide (0.67 g, 0.012 mol) in 1,4-dioxane (50 mL) was stirred at room temperature for 24 hours. The resultant product was acidified with hydrochloric acid. The precipitate formed was collected by filtration, washed with water, dried, and then crystallized from ethanol (EtOH)-dimethylformamide (DMF) to afford the corresponding compounds 5a-c. Repetition of the same procedure using the 2-benzoyl-3,3-bis(alkylthio)acrylonitrile 3a-c (0.01 mol) with 2-cyano-N′-(phenylsulfonyl)acetohydrazide (4) (2.39 g, 0.01 mol) yielded the respective products 6a-c. 
To a solution of compound 1,6-diamino-5-benzoyl-4-(alkylthio)-2-oxo-1,2-dihydropyridine-3-carbonitrile (5a-c) (0.005 mol) in absolute EtOH, an equivalent amount of hydrazine hydrate was added, and then the reaction mixture was heated under reflux for 7 hours, cooled, and poured onto cold water. The solid that precipitated was filtered off, dried, and finally crystallized from mEtOH-water to give 7. Yield (95%), MP 138°C (from water-mEtOH); IR (KBr) ν max -3,433, 3,141 (NH and NH 2 ), 3,094 (ArH), 2,924 (aliphatic CH), 2,222 (CN), 1,629 (C=O), 1,562 (C=C) cm 
(8a-c) (0.01 mol) and potassium hydroxide (0.67 g, 0.012 mol) in 1,4-dioxane (50 mL) was stirred at room temperature for 24 hours. The resultant product was acidified with hydrochloric acid while stirring. The solid that precipitated was filtered off, dried, and crystallized from EtOH-dioxane to give the respective compounds 12a-c. The same procedure was repeated using each of 2-benzoyl-3,3-bis(ethylthio)acrylonitrile (2b) and 2-benzoyl-3,3-bis(propylthio)acrylonitrile
yielded the 13a-c and 14a-c. 03 (t, 3H, CH 3 ), 1.4 (m, 2H, CH 2 ), 2.86 (t, 2H, SCH 2 To a solution of each compound (12-14)a-c (0.005 mol) in dioxane, equivalent amounts of hydrazine hydrate were added, and then the reaction mixture was heated under reflux for 12 hours, cooled, and then poured onto cold water. The solid that precipitated was filtered off, dried, and finally crystallized from EtOH-dioxane to give the 15a-c at good yield.
2-(4-methoxyphenyl)-5-oxo-9-phenyl-5,7-dihydro-3H-pyrazolo [4,3- 2-(4-chlorophenyl)-5-oxo-9-phenyl-5,7-dihydro-3H-pyrazolo [4,3- 
control antibacterial and antifungal
The control antifungal (fluconazole 20 μg) and antibacterial (levofloxacin 3.25 μg) were purchased from Sigma-Aldrich (St Louis, MO, USA) and used as comparable controls.
evaluation of antimicrobial potential of synthesized compounds against C. albicans, S. aureus, and E. coli using well diffusion test
Spore suspension (1 mL) was added to adjust the inoculum of S. aureus and E. coli to 2.5×10 3 cells/mL and C. albicans to 5×10 4 cells/mL were incorporated with Sabouraud dextrose agar (SDA) medium plates (for yeast) or nutrient agar medium (for bacteria). Wells of 5 mm Φ were made on the medium surface of agar plates, and 100 μL of gradual concentrations (0, 1, 2, 3, 4 and 5 mg/mL) of the synthesized compounds was added to the wells. Then, plates were incubated at 35°C-37°C for 24-72 hours. After incubation, the plates were tested for growth-inhibitory concentration zones around wells in the SDA medium plates (for yeast) or nutrient agar medium plates (for bacteria). Similar methods were used for control antifungal and antibacterial. [35] [36] [37] evaluation of antimicrobial potential of synthesized compounds against C. albicans, S. aureus, and E. coli using broth-dilution antifungal susceptibility testing of filamentous fungi
The minimum inhibitory concentration (MIC) of synthesized compounds for the tested isolates was determined by a brothmicrodilution method based on the National Committee for Clinical Laboratory Standards. In sterile 12×75 mm plastic test tubes, 900 μL of RPMI 1640 broth medium or SD broth Drug Design, Development and Therapy 2017:11 submit your manuscript | www.dovepress.com
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elgemeie et al medium (for fungi) or nutrient broth (for bacteria) was inoculated separately, then 100 μL spore suspension added to adjust the inocula of S. aureus, E. coli (2.5×10 3 cells/mL), and Candida albicans to 5×10 4 cells/mL, and 100 μL of tested synthesized compound concentrations (1, 2, 3, 4, 5 mg/mL) for bacteria and fungi were added. The traditional antifungal agent fluconazole (20 μg) and antibacterial agent levofloxacin (3.25 μg) were included in separate assays as positive controls. 38 The experiment was repeated twice. The MIC for fungi and bacteria was defined as the lowest synthesized compound concentration that showed no visible fungal or bacterial growth after incubation. After incubation, 5 μL of tested broth was inoculated on the sterile nutrient agar plates for bacteria and SDA plate for fungi and incubated at 37°C for 24 hours to 2 weeks. The MIC was determined as the lowest concentration of synthesized compounds inhibiting the visual growth of the test cultures on the agar plate. The turbidity of the growth in tubes was observed every 24 hours. Growth was assayed by measurement of optical density and transmittance of the contents of each tube at 405 nm using spectrophotometry.
scanning electron microscopy of treated microbial cells
Morphological changes in C. albicans, S. aureus, and E. coli treated by the synthesized compound were observed with scanning electron microscopy (SEM). All tube contents were centrifuged and the sediments of each dehydrated separately through a graded series of EtOH (30%, 50%, 60%, 70%, 80%, 90%, 95%, and 100%), each level was applied twice for 15 minutes each time, and then EtOH:isoamyl acetate (3:1, 1:1, 1:3) and 100% isoamyl acetate were applied twice for 30 minutes. Solutions in wells were dried with a critical-point drier using liquid CO 2 and coated with gold for 5 minutes. Coated samples were observed under SEM (JSM-5600LV) with accelerating voltage of 10 kVj. 
antimicrobial evaluation
In the present work, the antifungal and antibacterial potentials of synthesized compounds were evaluated against C. albicans, S. aureus, and E. coli using well diffusion tests. Inhibition-zone diameters for C. albicans were larger than for bacteria of S. aureus and E. coli strains (Tables 1 and 2 ). The MIC of synthesized compounds 6a-c and 15a-c was 4 mg/mL. Compound 6c had more antibacterial potential against S. aureus and E. coli, and showed zones of growth inhibition of 12 and 18 mm, respectively, at a concentration of 5 mg/mL. Other synthesized compounds -5a-c, 7, 15a-b, and 12a-c -showed no antimicrobial potential up to a concentration of 5 mg/mL. On the other hand, the antifungal potential of the chemicals used showed more pronounced effects at comparatively lower concentrations, where the MIC against C. albicans was 1 mg/mL. The MIC of antifungal potential of synthesized compounds 6a-c and 15a-c was 1 mg/mL, while for chemicals of 15b the MIC was 4 mg/mL. The zone of fungal inhibition of chemical and antifungal activity of synthesized compounds 5a-c, 6a-c, 7, 12a-c, and 15a- Notes: *For the control antifungal (fluconazole 20 μg), the zone of inhibition was 15 mm, and for the control antibacterial (levofloxacin 3.25 μg), the zone of inhibition was 18 mm. aTcc designations for ec, sa, and ca 11775, 12600, and 26555, respectively. number 15c was 20 mm at a concentration of 1 mg/mL, and reached 35 mm at a concentration of 5 mg/mL. Other tested compounds showed no antimicrobial potential till concentrations had reached 5 mg/mL. In the present study, the scanning of treated fungal and bacterial cells by SEM analysis showed interactions between synthesized compounds and the membrane structure of bacterial or fungal cells through significant changes to their membranes, recognized by the formation of "pits" on their surfaces, and finally resulted in the formation of pores and cell death and hence increasing the antimicrobial function of these compounds (Figures 1-3) .
Conclusion
In summary, we achieved a region-specific synthesis of antibacterial potential of the synthesized compounds was evaluated in order to assess their antimicrobial potential.
